Abstract. It has been known that Arthropods Pheretima asperfillm have high medicinal value. The insect secondary metabolite and antibacterial substance of arthropods are the important research field in chemical ecology. In this paper, three compounds were separated and purified from Pheretima asperfillm, arthropods by silica gel column chromatography and semi-preparative high performance liquid chromatography. Then, three compounds were identified as Earthworm monoterpene ester (compound 1), 2-isopropyl flavanone (compound 2) and Mannitol(compound 3) and based on the spectral NMR analysis including 2DNMR.
Introduction
In recent years, scientists have found new antibacterial compounds from insects such as flies, and the emergence of these antimicrobial compounds is likely to be an important source of new antibiotics. [1] [2] Arthopods are omnivorous animals, livestock and poultry manure and organic waste for food, with soil swallowed together, but also feeding plant stems and leaves and other debris, taste very sensitive, like sweet and sour food, hate bitter food. Arthopods Pheretima asperfillm E.Perrier are common and common, and have long been medicine as raw materials are easy to get, included its prescription is also countless. However, it was rare reported for its pharmacodynamic foundation up to now .The searching of small molecules unknown of the insect and arthopods , may be able to get new drug lead compounds and new antibacterial ingredients, [3] [4] further study its value from the molecular point of view, the new drug research and development is also very helpful [5] [6] .
Herein, there are three compounds were separated and purified from Pheretima asperfillm, arthropods by silica gel column chromatography and semi-preparative high performance liquid chromatography in this reported. The structure of three compounds are shown in Fig. 1 . 
Experimental Materials
Pheretima asperfillm E.Perrier, was purchase of guangxi and was identified by Wenliang Li, professor of the institute of Animal Science and Technology at Henan University of Science and Technology. The specimens deposited in the specimen Hall of Funiu montain Natural Products Chemistry, School of Chemical Engineering and Pharmaceutics, Henan University of Science and Technology.
Extract and Isolation
The bodies of Pheretima asperfillm E.Perrier (3 kg) was dried to constant weight and then pulverized, and the mixture was immersed three times with methylene chloride solvent at room temperature. The filtrate was extracted by sonication, and the filtrate was concentrated under reduced pressure to obtain crude extract 1 (60 g). The residue of the Arthopods was dried at room temperature with ultrasonic solution and impregnated with methanol solution three times to obtain a filtrate and concentrated under reduced pressure to give crude extract 2 (70 g). The crude extract 2 was dried in a freeze drier to obtain methanol extract. The extract was completely dissolved in methanol and mixed with silica gel 100 to 200 m (Qingdao Ocean Chemical Co., Ltd.) , after removed the solvent, the sample then chromatographed though silica gel colmn (200-300m ) gradient elute with chloroform-methanol system (1: 0, 9: 1, 7: 3, 5: 4, 1: 1, 4: 5 , 3: 7, 1: 9, 0: 1) . Collected the fraction of different to get the fraction Fr.1-Fr.10.
The Fr.3-Fr.4 (100 mg), can be completely dissolved with pure methanol. This sample was separated by the colmn chromatography. There is the fraction 30 mL was obtained and concentrated under reduced pressure for compound 1 (45 mg) with TLC analyzed.
Fr.5-Fr.6 (80 mg) was analyzed by high performance liquid chromatography (HPLC)with a YMC analytical column, selected YMC reverse column separation at 254 nm of UV detector detection. They were prepared by the semi-preparation and purification to give the compound 2(26 mg) and compound 3 (28 mg) . The details isolation of RP-HPLC are as follows in Fig. 2 and Fig.3 . 
Results and Discussion
Three compounds were identified and analyzed by the NMR spectral analysis including 2DNMR.
Compound 1 white solid, solubility in H2O. The NMR data show that compound 1 belongs to the bicyclic monoterpene ester compound and is named as Earthworm monoterpene ester .The structural formula is shown in Fig.1.1 Table 2 .
Compound 3 White crystals, solubility in H2O. The sample was analyzed by spectroscopy and the NMR data identified mannitol as a known compound. 
Conclusion
In this study, three compounds were isolated. The compound 3 mannitol was known as the compound, but it was isolated from the Arthopods for the first time. The other two compounds 2 and 3 were new compounds.
